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In previous experiments we followed the metabolism of adenine nucleotides (AMP-S and AMP) in rat liver supernatants (1, 2) . Degradation was analyzed by HPLC. We observed the formation of diffcrcnt reaction products (IMP, fumaric acid, purine nucleotides and bases). ADPribose was not formed, but two unexpected peaks occurred, which were later identificated as ADP and ATP. Their formation was enhanced in the prcsence of ribose 1-phosphate (R 1-P). We checked if the standard R I-P (Sigma Inc.) added to assay mixtures contained some impurity (compounds with high energy bond) responsible for the observed phenomenon. The Sigma compound contained 1 mol acid-labile phophate/mol of pentose; the UV spectra showed impurities with a maximum at 242.5 nm. HPLC analysis revealed a small peak eluted in the GTP region. HPLC elution was carried out using a Varian Vista mod. 5500, equipped with a variable wavelength Varian mod. 2550 UVdetector and a Varian mod. 4290 electronic integrator. A ready to use prepacked column (C18 70 x 4.6 mm, 3 um -Beckman), washed with 0.1 M potassium phosphate buffer (pH 6.0) + 8.0 mM TBA (buffer A), completed the analytical system. The elution was canied out according to the previously described method of Stocchi et al. (3) . The impurity was removed treating the sample with one tenth volume of Norite A (50% v/v), shaking the suspension for 15 minutes and then centrifuging at 3,000 x g for 10 minutes (Figures 1,2 ). No particular difference was observed in the formation of ADP using assay mixtures containing purified or untreated R 1 -P. interference was found. These findings suggested the transfer of a phosphate group from R 1-P to AMP or ADP to form ADP, ATP and free ribose. We tried to detect the formation of the latter sugar, which was not evident in our HPLC chromatograms, by ion exchange chromatography on a Dowex 1-X8 column (20~0.6 cm), eluted with 50 mM TRIS (pH 7.5). First we tested the stability of R I-P under these chromatographic conditions, then we ran different assay mixtures, with no evidence of the formation of free ribose ( Figure 3) .
We conclude that the R 1-P dependent AMP phosphorylation consists in a more complex mechanism of reaction, possibly involving some intermediate yet to be identified. We tested R I-P preparation as substrate of the nucleoside phosphorylase reaction, incubating hypoxanthine and R I-P to form inosine. The resulting experiments suggested purity greater than 95%. Therefore the formation of ADP and ATP could not be ascribed to R 1-P impurities. Since standard R 1-P is a cyclohexylammonium salt we checked whether this compound interfered in our assay; no
